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(54) DIAGNOSIS OF CANCER AND KIT THEREFOR 
(57)Abstract: 

PURPOSE: To diagnose whether the subject has carcinogenic constitution or not, 
by examining the presence of the fragment of 4kb forming a hybrid with 0.8kb DNA 
among fragments by digestion of the DNA of the subject with the restriction 
enzyme EcoRI. 

CONSTITUTION: The DNA of a patient is digested with the restriction enzyme 
EcoRI to examine the presence of about 4kb fragment which forms hybrid with 
0.8kb DNA corresponding to the protein kinase area in the epithelial cell- 
propagation factor receptor gene. When the fragment is present, the patient is 
diagnosed that it is high carcinogenic. Further, a diagnostic kit containing a probe 
which can detect the about 4kb fragment forming hybrid with 0.8kb fragment in 
digestion with EcoRI is prepared. 



LEGAL STATUS 

[Date of request for examination] 

[Date of sending the examiner s decision 
of rejection] 

[Kind of final disposal of application 
other than the examiner s decision of 
rejection or application converted 
registration] 

[Date of final disposal for application] 

[Patent number] 

[Date of registration] 

[Number of appeal against examiner s 
decision of rejection] 

[Date of requesting appeal against BEST AVAILABLE COPY 



http://www1 9.ipdl.ncipi.go jp/PAl /result/detail/main/wAAAFyaWOKDA401 20229... 2005/1 1 /24 



i&BB^tt'Ji^CA) ¥1-202298 



©IntCl/ 

C 12 Q 1/68 
G 01 N 33/58 
// C 12 N 15/00 



A-6807-4B 



m BS63-26028 
@& m Bg63(1988) 2 ^ 5B 
1 BS?0S2¥ 8 ^ 7 B B*3S^^^^T^ T B:^?S^^^46!Hlli^lE^ J ±5 

23-^ 



flB S 

1 ^m(D^ff. 

( 1 ) aftjfeADN A0iaffi»«E c 0 R I Kick 
(2) ^gfe3^ADNA(D©IPSS3eEc oR IC^fc 

<S«±©*»IS*>SF> 



aA&feftD NAOejffiHfSREc oR lecfciifi 
iteifr + . ±fi£aiBaifl5aB? SSfr (epider-al 
iroNlh factor receptor; ECFR) Jt&^^T'D 

. 5 T «, s *^ s *^ * K r i :^ ft M r 4 . 

c> i r i *^$ai ^tiT 4 AOS^J^S^^?-* ife 

ffl 5fe 4 it B K e S n T I ^ S © 5 tt :^ 
TfeS. / 7^ -v-¥>KjE®^^$t c - H a 
- r a s ©SlPg»3R««rfi#J& (restrict 

ioD fras^eot length po I yaorpb i sa : R F L P ) 

(t©fflD3KI€feA*»^*nTt^«. ttz. ItiWia 
fi>»&^«^WK:tti»UTfc*«v^. SEC. 



-609- 

BEST AVAIUBLE COPY 



^PSSfJS E c 0 R I Tffilb L/;»rfr tC-:)i^T. E 

50.8Kb ©DHA *ra-7'iLT. -"Mf ^ ^ n y 

/:DKA Ttt> B.SKb . 5.0Kb . *?.tcr3.5Kb ®3 

*® A' >• Kfii^C5!tCt<jab ©Ay Ki)<ttaj $ n 

^>^»t/;DKA Tli. KS©*-^. 98X (51 A* 
50A) . ^ffi^tS-^. 89X (18 A4»16A) . AH 
SOts-^. 1001 (12A4^12A) ©^5®KTv CO 
lb4Kb O A y K*Mj^ $ ils w©Jtj4Kb ©DKA O 

KtC. Sa#©ai!l«*-«>^a t/cDNA tCO 
l^T l^-.ft#TttSI§«IIliaOjE 
«tJI«SA-'i5^SiLfcDNA iM-©teS-i&^L^;. 

g C ^ C t *< T ^ . -5: © ^ ft: &^ J5 ^ g ti ^1^^ t: PI 
E^tiS t>©Tli«i>. »t^5SA*>t? 
i^ggU/cDNA«S!lIfiB«Ec oR lT?g{ba. 

F Ra<E^©r.Dx^ y + t--t'€i«K:ffisrs 

0.81fb ©DMA *fflV^-t»--tf y (Southern) ^>©:^a 
tf^-nt^. iJ*<)4Kb ©DKA ^asr Sifi^. 

^yr^) y ^ L/clfi»ifi«ligi2©iE:^iaJ5JQC i'Jtr 
^>^^$a]©:^iiicJ: ♦) C -t©A 

PiT(c*5feBS©ft*Wcoi^T3EC»aca!Br 

i£^A^J;C^£^£t©5^ffii!!idi&L^. ^Hd^cffi 
£B $ n » m S A © ^ IS {S 13 iS © IE S IB m i!)^ ^ 



1-202298 (2) 

±K©6m/»^^>s tftttaEA©DNA ©E c 0 R I 
»[)T'4'©!Jt534Kb ©DKA i> z ti:: ^ 

OS^^^Ali^^^©^fi^t4A^i§5i^«fSTfcSA> 

14^T. *%BJti. IftliiAaifc^D N A©ffilffi 

Sfj^E c 0 R I c J: srili:Bir)^4>. ±3tni8an»$ii 

(epideraai Krowth factor recepto 
r; EGFR) it &^ © r □ x ^ + t - -fe' rS iS 
;:4g^ti0.8Xb ©DNA (Ullrich A.L. et al.: 
Kature. 309. 41 8-425 (1984) ) t -< "/ U v h * 

0 l^y^3SEAttS^^©^t^ft*^i5t^«:!&•r $> i*> 
^*^^^»i1"«.:^atcKir Etc. j^)4Kb © 

v^4ct^#ffitr5ii^^4^y K^ismr-st)© 

Tab^,. *^!3:^ftti. fe*t5SEA©6jMStD N A 
© E c 0 R I C J: -SrSibBrfr + C. ECFRifi{£ 
^■©rDr^ y^^t--trp|«CfflSrS0.8Kb © 
DMA i /N >f V f- ^ 4 |tj4Kb ©»rfri<# 

Perucho <c) © ^ ft ( Perucho.H. et al. Cell 27, 
467.476, 1987) IC ^ 0 D N A -tf y r ;i/ ^ S U 
tz. ±S2-9-yr;bDNA^^?ftt:e£l.^^RBSf3K 
EcoRItCJ:*)rg^fcUfc, fttC. 10 //g ©fg 
{kDN A^O.B ?<7*'D--;^ ■ Y ;HS Si «t «) Kl 
U/cdv -^-if y (Southern) ^©:&ffiK:.k 0 y^^*> 
iijLhn-b;UD-xKCK7y7.7T-L/;: 
(Southern, E. J. Hoi. Biol. 98. 503-517. 19 
75) . E G F Hii&^or o 7- ^ 
Steffi § r iO, 8Kb © D N A 7 7 y h ©'* P 
7'~^n/^trt7v>^.A (ABers'faae) it © D N A 7 
'<Uy^*>XrXtc«i;-3/c, 
C©ihD-fe;uo-7.7-<n/^-J&80*CT4 
fllltt©ax 50X*;Wi.7§K. 5 XSSPEd XSSPB 
: 0.15H RaCI. lOaR KaB,P04. U» EDTA p&7.4). 
5 Xx y^>— h iSa (Danbadl' s solntioD)(lX7 
y^^-Vf^WL: 0.02?€7 ^ 3 - A'(Ficon)^ 0.02 
H^^i \C^Ju\::a ij Ky. 0.029^ %jfllf97il/7* 
S y) i3<fcCfO,Ug/««etaiil5'9-^tt^ DN A 
iSjft«T42tT4IfH-( y+3.'< - Y Lie. 

0- BEST AVAILABLE COPY 



XSSPEdXSSPE : 0,15« NaCl, 10«« NaHtPO^. 1 
■ MEDIA pH7.4). 2 X r y /n - K 7? ^ (Denha d 

t's soIotionXiXr 0.02%7 
J -;u(Flcoll). 0.02%* V f ji;b f a y K V . 

V O.lm/rfe^ftteS^^tt^^DN A*?.ktf 
50- lOOng®" P 7 -^/b^b Lfc E G F R afe?© 
r DT-( :^ + :^--fe'ti|«t::*BS-r«0.8Kb 0DN 

AyviT/yh (]tai4t£. 5X10* cp./ng) 4»x 
42XT 1 8 l#ra?T-9 ^c. 7' V KJ^lSScSfiS© 

Sb. 7 -*65X T 2 X S S C (1 x SSC:0.3 

M NaCl. 0.03H i^xyK^Mi't^J.) RC^O.l % 
SDS. I^V>T> i xSSC. O.IXSDS. 0.3 
xSSC.O.lISDS. 0.1XSSCiS.i;i:^0.1 
%S D STiftrl»Uyt. ^IZy ^ Kodak 
XAR-5 7 ^ n^J.lZ-ZO'cn hL^st"- y 7 * 



^n{l¥l-202298 (3) 

-9- V 7' a V h © ft ^ - ^ ^ T . 

^^2l:^;t)>•b57:^'©3 4:& (^ti22:fe. in 

30:Stc:-:)t^Ta:x 6.7kb.5.0Kb i?J;Cf3.5Kb 03 
K*<«^ai$HfcA<x 4 153 *1 
:£) Ttt. C:n^>©3 *® /s' y Km^Cl*j4Kb © 

m2Slti. ffiS#i^^»^»U/cDNA $E c 0 R I 

^, 1 9 8 7 ^8^©Pa1tr. ^?4fi^^«f^ Slt/cffi 

S .£ ^ © ffi ifi 81 m j2 © IE « la m ^? ^ L D H A 
Tli. 1$J£©*S^. 98X (51 A + 50A) . SS© 
ifi^. 89X (18 A*16A) . :*:»ffi©«^. lOOX 
(12A*12A) ®i5»K"C. »>«)4Kb ©/N-yK*^ 
«^aS$H. TK®ft I IZ^Lf^tBii . C®t4j4Kb 
©DMA ©$|£(bS^^CSl>fflKII»^j»'$>S w ^ 



ISIIja©E1Sll81i*^^^JSl-^-:0NA i:|5)-®tS« 
tt. IJt«l4Kb ©ONA *<?g^l.T^^SW*<*-«*)^ 
$ 1 

iE«A 34 A 4A{12X) 



51 
18 
12 



50 (981) 
16 (891) 
12 (1001) 



<^^©26S> 

att2EA©DNA * E c 0 R I T 

ffijkt-/ca. ±aaKJ85aH^S3gfrifi{E^©r 

orW y*t--b'fiI«CfflS"r SO.BKb ©DKA i 



4 . ^S©134^S%!^ 

^iBItt. El!tA05feffilfllfiifll^*^^^S8l.fcDN 

A ^ E c 0 R 1 m^ta. *»?«©:^&(ctttMf 

$2att. |$ffi^<fcc;HffiS#©^ffi^K:»'5>*i 

/cStfiittra2©.iEiR$a«5*^'^^5-j»L,^^D«A ^ 

E c 0 R 1 tnit'ik^ *%s^©:^&tCt£t^^t^/c-9- 

(^) 



-611- 



BEST AVAILABLE COPY 



?iri3¥ 1-202298 (4) 



I 

Ex. 
O 



o 
a> 

00 

o 



o p tra 
to tfi CO 





4^ 






o 


III! 


© 


■ 1 1 1 


CO 


1 1 M 




1 1 t 1 


to 


1 ftlt 




1 »%l 




• • II 


CO 


lilt 




1 1 II 




» 1 II 






u> 


1 t 1 1 


in 


1 III 




1 t n 


ro 


1 III 


CO 


> 1 II 






JO 


p p tn 



&0 

c 

3 



E 
o 



^ >« lE S it) 



1 . IJ? {1^ O S 

DSifD 6 3 if i.!SlF© m 0 2 6 0 2 8 

2 . 

y 2^ fifi ^ ft J: BR + y b 

3 . iE ^ r 6 # 

( 2 0 9 ) (iic^fci^xietts^^ti 
« «t 

4 . n A 

;^SmmEit^5Tg 1 5§ife 

( 8 5 9 7 ) » 5 it S'^i^ 
TEL (06) 220-3404 

IBft635?5^3ia (l£i£B) 

6. tffiEoi^g: 

^ IS ® 1390 ® f3 m 4- Si ^ CD SKi-^ IDS 
2) g5li3*»'«fcCXSft2S^X^a®ii,'*)lCtSiEr%. 




m M o 13 m 

EC 0 R I r^^tSfe. *^B;i®:^i^u:ti£<.^Jf -ofc^if 

?g 2 El . 5a s cfc ^ s m # ® ^ I'fi B# i# n s IS 

mj5]iZ30E7?^^*^*^^^^^L./:DNA^-E c 0 R I mil 



BEST AVAILABLE COPY 



-612- 



